Background: Genetic risk factors for dengue hemorrhagic fever/dengue shock syndrome (DHF/DSS) and dengue fever (DF) are limited, in particular there are sparse data on genetic risk across diverse populations. Methods: We conducted a genome-wide association study (GWAS) in a derivation and validation sample of 7, 460 participants of Latin American, South Asian, and South East Asian ancestries. We then developed a weighted polygenic risk score (PRS) for each participant in each of the validation cohorts of the three ancestries to predict the risk of DHF/DSS compared to DF, DHF/DSS compared to controls, and, DF compared to controls. Findings: The risk of DHF/DSS was significantly increased, odds ratio [OR] 1.84 (95%CI 1.47 to 2.31) (195 SNPs), compared to DF, fourth PRS quartile versus first quartile, in the validation cohort. The risk of DHF/DSS compared to controls was increased (OR=3.94; 95% CI 2.84 to 5.45) (278 SNPs), as was the risk of DF compared to controls (OR=1.97; 95%CI 1.63 to 2.39) (251 SNPs). Risk increased in a dose-dependent manner with increase in quartiles of PRS across comparisons. Significant associations persisted for PRS built within ancestries and applied to the same or different ancestries as well as for PRS built for one outcome (DHF/DSS or DF) and applied to the other. 
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Interpretation: There is a strong genetic effect that predisposes to risk of DHF/DSS and DF. The genetic risk for DHF/DSS is higher than that for DF when compared to controls, and this effect persists across multiple ancestries. 
Research in Context
Evidence before this study
We conducted a literature review on MEDLINE in January 2013 before conducting this study on genetic determinants of dengue and did not find a systematic review. We found narrative reviews and individual candidate gene studies. Over the course of the study and after completion we updated our search (last search, November 5, 2018). We identified candidate gene studies but only one GWAS study in a Vietnamese population, replicated in a Vietnamese and in a Thai population, demonstrating as association between variants in major histocompatibility complex (MHC) class I polypeptide-related sequence B (MICB) and phospholipase C, epsilon 1 (PLCE1) and DSS. We did not identify any studies addressing polygenic risk for dengue.
Added value of this study
This study demonstrates a strong polygenic risk for dengue that applies across different ancestries. The polygenic risk derived from one syndrome predicted risk in the validation cohort of another syndrome.
Implications of all the available evidence
In certain populations, specific genetic variants are associated with severe complications of dengue. However, there is genetic susceptibility that is universal, that is, the same alleles increase or reduce susceptibility in diverse regions of the world. This is suggestive of a more general immune mechanism rather than adaptation to DENV-specific strain effects, which would be expected given the large geographical distribution of participants. Moreover, the effect of a similar risk when a polygenic risk score is derived from one syndrome and applied to the other, suggests a common pathological mechanism.
Introduction
Infection with dengue virus (DENV), a mosquito-borne flavivirus infection, is of major global public health relevance [1] . Dengue fever (DF), or "break-bone fever", is characterized by fever, headache, retro-ocular, and joint pain, rash, and, lymphadenopathy [2] . In less than 2% of those infected for a second time, the disease may progress to dengue hemorrhagic fever characterized by thrombocytopenia and vascular leakage and dengue shock syndrome (DSS) (DHF with evidence of systemic hypoperfusion) [3À8] . A secondary heterologous infection, that is infection with a DENV serotype different from that of prior infection, can increase risk of DHF/DSS through antibody-dependent enhancement [9, 10] . However, given that only a small proportion of secondary infections result in severe disease, underlying genetic predisposition is likely [11] .
The vast majority of genetic studies for dengue have been candidate gene studies, where a number of genetic variants, including single nucleotide polymorphisms and HLA polymorphisms, have been implicated as genetic risk factors [12À19]. Existing data have been conflicting [20] . There has only been one genome-wide association study (GWAS) conducted for dengue, which showed an association between variants in major histocompatibility complex (MHC) class I polypeptide-related sequence B (MICB) and phospholipase C, epsilon 1 (PLCE1) and DSS [21] . However, this study was conducted in a single ancestry population (Vietnamese). Although these variants were replicated when tested alone in another Vietnamese and a Thai population [22, 23] , less is known about the extent to which genetic variants that predispose for dengue act across ancestries. We report here a GWAS in a sample set with multiple ancestries, which allowed us to test the hypothesis, using polygenic risk scores, that genetic variants across the genome predispose to DHF/DSS and DF.
Methods and methods

Study participants
The Dengue Population Genetics Program (DPGP) was a genetic epidemiologic study where DNA was obtained from participants of three major ancestries from seven countries: Latin American from Honduras, Mexico, Nicaragua, Colombia; South Asian from Sri Lanka; and Southeast Asian from Vietnam and Myanmar between March 2003 and December 2013. Participants were categorized into one of the following groups: DF, DHF/DSS, and controls (definitions are shown in Table S1 in the Supplementary Appendix). Clinical phenotype data was obtained from community cohort studies and hospitalized patients with DHF/DSS and DF. Infection was confirmed by serology, DENV RNA demonstrated by RT-PCR, DENV NS1 antigen detection, or, viral isolation [24, 25] . Controls were defined as participants who had evidence of DENV infection but no evidence of DHF/ DSS or DF (they consisted of two groups, a group of 513 that seroconverted during the study and 1706 IgG antibody positive participants). They were derived by flow cytometry-based assays or ELISA in crosssectional samples of participants who had no symptoms of dengue at the time of testing and had no history of hospitalization for dengue, or annual healthy samples by neutralization assay (using plaque reduction neutralization assay or flow cytometry-based assays) for participants in cohort studies [26, 27] . The analysis included participants with primary and secondary DENV infections. A summary of laboratory testing for infection is provided in Table S2 in the Supplementary Appendix.
Genotyping
We conducted the study using a two-stage design. In the first stage, we used the Illumina OmniExpress BeadChip array of 958,178 single nucleotide polymorphisms (SNPs) with genome-wide coverage to identify genetic associations in three separate comparisons: DHF/DSS versus DF, DHF/DSS versus controls, and, DF versus controls using a derivation cohort of 2498 subjects. We included genetic variants that had previously been associated with DHF/DSS or DF (e.g., DC-SIGN, vitamin D receptor, Fc gamma receptor II, TNF alpha, IL-10, HLA-A, HLA-B, TAP 1, Tap 2, CTLA-4, MICB and, PLCE1) in the derivation analyses [11, 21] . In the second stage, SNPs with p-values 0.0001 for at least one of three comparisons in the analysis of the entire derivation cohort were pruned at the linkage disequilibrium cut-off of r 2 =0.20 using a 500 kb window. These, along with the genetic variants previously associated DHF/DSS or DF, were genotyped in a validation (replication) cohort of 6879 subjects using the Illumina GoldenGate BeadXpress platform using a total of 1536 SNPs.
Quality control
In the overall derivation cohort, samples with <99% call rates and sex mismatch were removed, as were the SNPs with <99% call rate, <1% minor allele frequency (MAF) or Hardy-Weinberg p-value <0.000001 in controls. For the ancestry-specific derivation cohort, we further removed SNPs with MAF <5% because the sample size was limited. In the overall validation cohort, we removed samples with <95% call rates, SNPs with <95% call rate, or SNPs with <1% MAF in order to avoid excluding SNPs that were narrowly < 5%. The quality controls in derivation and validation cohorts were performed using PLINK (version 1.09).
A total of 9377 DNA samples was received for analysis, of which for the derivation cohort 999 were from participants with DHF/DSS, 999 DF, and, 500 were from controls. For the validation cohort, there were 1715 samples from participants with DHF, 2731 DF, and, 2433 controls. Following quality control steps, there were a total of 2248 DNA samples from the derivation phase and 5212 samples from the validation phase with the final dataset consisting of 7460 samples. The characteristics of participants in this final dataset are summarized in Table 1 . Of the total of 958,178 SNPs genotyped in the derivation phase, 662,390 met quality control and the MAF criteria, as did 1165 of the 1536 SNPs tagged for the validation phase.
Association testing and replication
We calculated heritability using Genome Wide Complex Trait Analysis [28] . We used the Grammar-Gamma method to test for the associations of SNPs with DHF/DSS versus DF, DF versus controls, and, DHF/DSS versus controls in the entire derivation cohort (all ancestries), adjusted for age and sex, and population structure was taken into account by the kinship coefficient matrix of the variance component model [29] . The Grammar-Gamma analysis was also performed separately for each derivation sample of Latin American, South Asian, and, Southeast Asian ancestries, where only SNPs with allele frequency 5% were analyzed and a heritability coefficient (h 2 ) of 0.3 was assumed (rather than estimated from the data) in a sample to ease model convergence as ancestry-specific sample sizes were small. We also checked the data for outliers from ancestries other than Latin American, South Asian, and Southeast Asian. We used a significance level of p<5 £ 10 À8 to account for multiple testing. In the replication cohort, a separate logistic regression model was fitted adjusting for age, sex and ancestry for each SNP for each comparison. In order to exclude the possibility of population stratification, we did the analyses adjusted for principal components.
Polygenic risk score analysis
To test for the possibility of polygenic risk for DENV infection outcome (DHF/DSS versus DF, DHF/DSS versus control, and DF versus control), we developed a weighted polygenic risk score (PRS) for each participant in each of the validation cohorts of three ancestries (Latin American, South Asian, Southeast Asian) separately. For each participant, the PRS was the sum of the product of log-odds ratios of a set of SNPs passing a p-value threshold in a derivation cohort and the number of effect alleles at the corresponding SNPs (see Methods section in the Supplementary Appendix). Polygenic risk scores were constructed using all three ancestries (the primary PRS analysis) as well as single ancestries for sensitivity analyses. We also conducted the analysis using five principal components as covariates. If the allele at a SNP for a participant was missing, the number of effect alleles was imputed using the average number of effect alleles in all participants within the same ancestry with the same outcome. Nine different p-value thresholds ranging from 0.1 to 0.00001 were used for selecting SNPs to compute PRSs. All SNPs had a p-value < 0.001 for at least one analysis but could have had larger p-values for other comparisons.
Overall effect
To test the association of PRS with each of three comparisons (DHF/DSS versus DF, DHF/DSS versus controls and DF versus controls), first a logistic regression model was fitted by comparing the second to fourth quartile PRS to the first (referent), adjusting for age and sex in each validation ancestry. Based on plots of the p-value threshold and effect size for selecting SNPs for the PRS, which remained similar from a range of 0.1 to 0.001, we selected a p-value of 0.01 for the PRS ( Figure S1 in the Supplementary Appendix). To assess the association of PRS in the overall validation cohort (overall effect), the results (the log-odds ratios and corresponding standard errors) from all three ancestries were then pooled using the fixedeffect model of meta-analysis. We also conducted a similar set of analyses by demonstrating the effect using a standardized PRS (i.e., PRS divided by its standard deviation, SD) adjusting for age and sex in each validation ancestry.
Secondary analyses
We conducted secondary analyses using derivation and validation cohorts of different ancestries. We examined 1) the effect of a PRS derived from all three ancestries and applied to a validation cohort of a single ancestry, 2) the effect of a PRS from the derivation cohort of a single ancestry applied to the validation cohort of the same ancestry, 3) the association of PRS from one derivation ancestry applied to a validation cohort of two different ancestries, 4) the effect of PRS derived from one single ancestry applied to a validation cohort of all ancestries, 5) a PRS from the derivation cohort of either DHF/DSS versus control or DF versus control then applied to the validation cohort of the other syndrome comparison. We examined these using a standardized PRS with the OR expressed per change in SD or by comparing quartiles.
The Grammar-Gamma analyses were performed using the R package GenABEL (version 1.8À0). Statistical Gene score analyses were performed using R software, version 3.2.4. 
Role of the funding source
The study sponsor played no role in study design; in the collection, analysis, and interpretation of data; in the writing of the report; nor in the decision to submit the paper for publication.
Ethics statement
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Results
Heritability estimates
By testing for chip-wide heritability, that is, the portion of the phenotypic variation that can be explained by genotyped genetic markers [30] , overall and by ancestry, we found significant values for DHF/DSS compared to DF for Latin Americans and Southeast Asians (0.18 and 0.21), for DHF/DSS compared to controls for Latin Americans, South Asians, and Southeast Asians (0.35, 0.21, 0.18 respectively), and, for DF compared to controls for Latin Americans and Southeast Asians (0.20 and 0.56 respectively), all p-values <0.05. The establishment of such heritability supported testing for genetic risk of variants.
Association testing
In the analysis of the entire derivation sample, none of the SNPs reached the significance level of p<5 £ 10 À8 for any comparison ( Figure   S2 , Table S3 in the Supplementary Appendix). For the DHF/DSS versus DF comparison, the top associated SNP in the meta-analysis of derivation and replication phases was rs6675033 with p-value of 2.40 £ 10 À7 near the transcriptional adapter 1 (TADA1) gene on Chromosome 1 (Table S3) , where the association was observed only in the derivation but not in replication sample. Genetic variants tested that had previously been found associated with DHF/DSS or DF (DC-SIGN, vitamin D receptor, Fc gamma receptor II,TNF alpha, IL-10, HLA-A, HLA-B, TAP 1, Tap 2, CTLA-4, MICB and PLCE1) did not reach the pre-specified significance in the derivation analysis and were not replicated. Including ancestry as a co-variate did not change the results. We also conducted the genomewide analysis separately in a meta-analysis setting, including using ancestry specific principal components, and the findings remained similar. The presence of significant heritability yet no genome-wide significance suggested a polygenic model. On this basis, we tested a PRS.
Polygenic risk score
The risk of DHF/DSS was significantly increased, odds ratio [OR] 1.84 (95%CI 1.47 to 2.31), p-value 1.38 £ 10 À7 compared to DF, when the fourth-quartile PRS was compared to the first-quartile PRS (referent) in the validation cohort (Fig. 1) . The risk of DHF/DSS compared to controls was increased, OR 3.94 (95% CI 2.84 to 5.45), p-value 1.4 £ 10
À16
, for the fourth-quartile PRS to reference comparison. Similarly, the risk for DF increased compared to controls, OR 1.97 (95%CI 1.63 to 2.39), p-value 2.12 £ 10
À12
, fourth-quartile PRS compared to reference. The effect size increased in a dose-dependent manner as the PRS increased, with a highly significant effect for third quartile versus referent comparison for all three outcomes (Fig. 1) . Although ORs >1 for the PRS in the second quartile compared to the first was observed for all three outcomes, they were only significant for DF versus controls.
Using a standardized PRS, the results were similar ( . The effect size of all p-value thresholds is shown in Figure S1 . Our results did not change when we included principal components as covariates.
Secondary analyses
For each of the three DENV infection outcome comparisons (DHF/ DSS versus DF, DHF/DSS versus control, DF versus control), the results of our five secondary analyses were similar in direction and Fig. 1 . Association of polygenic risk scores with dengue virus infection outcomes. Notations/abbreviations: N1 and N0, total number of cases and comparisons in the validation cohort; P, p-value; OR, odds ratio; CI, confidence interval. *Both derivation and validation cohorts were entire samples of all three ancestries (Latin American, South Asian and Southeast Asian). For each outcome comparison, the estimate of odds ratio of per standard deviation increase in polygenic risk score in the overall validation cohort was obtained by pooling the corresponding log-OR estimates across three ancestries using a fixed-effect meta-analysis model. magnitude to our overall effects (Tables S4 -S9 , Figures S3-S6 ). When we derived the PRS from the overall derivation cohort for DF versus control and applied it to a validation cohort for DHF versus control, the effect size was similar to our previous estimates, OR 1.60 (95%CI 1.45 to 1.77), p-value 2 £ 10 À19 (Table S9) . Conversely, when the PRS was derived from DHF/DSS versus control and applied to a validation cohort of DF versus control, the effect was similar, OR 1.37 (95%CI 1.28 to 1.46), p-value 8.45 £ 10 À19 .
Discussion
We found a strong genetic risk, derived from PRS from a multiancestry population, when DHF/DSS was compared to DF, DHF/DSS compared to controls, and, DF compared to controls. Moreover, this polygenic risk had a dose effect, with the risk increasing with an increasing number of risk alleles in the PRS. Sensitivity analyses demonstrated that PRS derived from single ancestries and applied to a across Latin American, South Asian, and Southeast Asian validation cohorts were meta-analyzed using fixed-effect model. Fig. 2 . Forest plot of the associations of polygenic risk scores* quartiles. Notations/abbreviations: N1 and N0, total number of cases and comparisons in overall validation cohort; P, p-value; OR, odds ratio; CI, confidence interval. *Both derivation and validation cohorts were entire samples of all three ancestries of Latin American, South Asian and Southeast Asian. For an outcome, the estimate of odds ratio of each polygenic risk quarter versus the first quarter was obtained by pooling the corresponding log-OR estimates at p threshold of 0.01 across three ancestries using a fixed-effect meta-analysis model.
global validation cohort remained significant predictors of risk, as did multi-ancestry PRS when applied to single ancestries, and single ancestries PRS when applied to the same ancestry in the validation cohort. We also found that PRS derived from one syndrome predicted risk in the validation cohort of another syndrome. The effect sizes we observed, such as almost a four-fold risk of DHF/ DSS compared to controls, are among the highest risk factors reported for dengue [3] . Studies that have tested variants shown to be significant in a GWAS study reported effect sizes that were substantially lower (< 1.5) [21À23]. Even when examining other risk factors for severe dengue, including age, sex, and, nutritional status, our PRS is the strongest risk factor [31] . The large size of this effect is compatible with a polygenic effect for all three DENV infection outcome comparisons, i.e. DHF/DSS versus DF, DHF/DSS versus controls, DF versus controls. In the overall validation cohort of all three ancestries, the evidence of polygenic risk was stronger for DHF/DSS versus control compared to DF versus control when derived from overall or ancestry-specific GWAS cohorts, suggesting that not only the risk is polygenic but also that the risk of more severe complications increases with higher burden of associated genetic variants.
Our secondary analyses, where we derived the polygenic risk scores from one ancestry population or degree of severity of DENV infection to validate in another ancestry or another severity level, indicate that the association of polygenic risk score is indeed robust. Given the polygenic origin of these traits with large numbers of SNPs with very small effects, it is not surprising that our GWAS findings were not replicated, and this may help explain inconsistencies in the results of previous genetic association studies [11] . Importantly, these secondary analyses demonstrate that the genetic susceptibility we observed is universal, that is, the same alleles increase or reduce susceptibility in diverse regions of the world. This is suggestive of a more general immune mechanism rather than adaptation to DENVspecific strain effects, which would be expected given the large geographical distribution of participants. Moreover, the effect of a similar risk when PRS was derived from one syndrome (DHF/DSS or DF) and applied to the other, suggests a common pathological mechanism.
Strengths of this study are the diverse ancestry of participants and the consistency of the findings. We acknowledge that use of participants that had no symptoms at the time of testing and no history of hospitalization as controls may have led to misclassification persons with DF as controls. However, this would have been mitigated by our use of controls with inapparent infection and serological evidence of infection. Any bias would have been towards the null, but the fact that we found an effect suggests that it in fact may have been underestimated. Furthermore, the effect of misclassification of controls in genetic association studies is minimal [32] . Similarly, any variance across community cohort studies for admission trends would be mitigated by using strict phenotype definitions adjudicated centrally. If thresholds for admissions varied for ascertainment of cases, any significant effect that we reported would be more likely to be underestimated in situations where thresholds for admission of DHF or DSS were lower. Moreover, since the main effects are polygenetic, it is very unlikely that admission to hospital would be associated with any such effect. We acknowledge that the power to detect variants significant at the genome-wide level may have been limited. However, the high degree of heritability and robust estimates of risk using the PRS argue strongly in favor of a polygenic model. We also acknowledge, despite the relatively high effect size, that the odds ratios are however modest for public health application.
In summary, our data provide strong evidence that multiple genetic variants confer clinically important risk for both DHF/DSS and DF. To our knowledge, this is the first report to demonstrate such polygenic risk for an infectious disease. Our data offer insight into how genetic variants predispose to dengue as well as the utility of using PRS in the study of infectious diseases.
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